Esophageal cancer causes considerable mortality and is ranked as the 6 th most prevalent type of cancer across the world. At present, there is no effective esophageal cancer chemotherapy without adverse effects. Moreover, emergence of drug resistance among cancer is another obstacle in the treatment of esophageal cancer. Novel molecules of plant origin may prove beneficial in the development of chemotherapy for esophageal carcinoma. In this study we examined the anticancer effects of phillygenin against the vindesine-resistant esophageal cancer cell line SH-1-V1.
Background
Esophageal cancer is one of the most devastating types of cancer and is a major health problem in China. Across the world, esophageal cancer is ranked as the 6 th most prevalent type of cancer. It is ranked as the 8 th leading cause of mortality across the world [1] . In 2012, China contributed almost half of all the esophageal cancer reported throughout the world [2] . Existing synthetic drugs have associated adverse effects; therefore, natural resources may prove very beneficial in the treatment of esophagel cancer [3] . Natural resources have been a source of a wide array of chemical scaffolds. Humans have used these molecules for the production of a diversity of drugs for treatment of many serious diseases. In addition, natural resources such as plants are likely to continue to serve as a resource of more important drugs [3, 4] . Plants are specialised to produce metabolites to combat environmental stresses. Such metabolites, commonly referred to as secondary metabolites, have been employed for the treatment of diseases such as cancer [4] . For instance, the anticancer drugs Taxol and campothecins are of plant origin [5, 6] . These secondary metabolites have been chemically classified into different groups, and lignans are an important group with tremendous pharmacological potential [7] . In the present study the anticancer effects of a plant-derived tetrahydrofurofuran lignan, phillygenin [8] , were examined against the SH-1-V1 esophagel cancer cell line. We found phillygenin exhibits remarkable anticancer effects on esophageal cancer cells. The anticancer effects were due to the induction of apoptotic cell death, which was associated with upregulation of Bax and Caspase 3 and 9, and downregulation of Bcl-2. Further, phillygenin can also induce G2/M cell cycle arrest of SH-1-V1 esophageal cancer cells. The in vivo evaluation of phillygenin revealed that it inhibited the tumor volume and weight, indicative of its anticancer potential. Our results show that phillygenin has potential as a lead molecule for the treatment of cancers in general and esophageal cancer in particular, and hence warrants further investigations.
Material and Methods

Cell lines and culturing conditions
The esophageal cancer cell line (SH-1-V1) was obtained from the Cell Bank of the Type Culture Collection of the Chinese Academy of Sciences. The cells were maintained in Dulbecco's modified Eagle's medium in a CO 2 incubator (Thermo Scientific) at 37°C with 98% humidity and 5% CO 2 .
WST-1 proliferation assay
The anticancer effect of phillygenin was assessed on vindesineresistant esophageal cancer SH-1-V1 cell line by WST-1 assay.
In brief, the esophageal cancer cells were cultured at a density of 2.5×10 5 cells/well in 96-well plates and subjected to treatment with varied concentrations of phillygenin (0 to 50 µM). This was followed by incubation of esophageal cancer cells with WST-1 for 3 h at 37°C, and the proliferation rate was determined by measuring absorbance at 450 nm. Cell morphology of the phillygenin-treated esophageal cancer cells was also examined by phase-contrast microscopy, as described previously [9] . After incubating the SH-1-V1 cells with phillygenin at different concentrations (0, 3, 6, and 12 µM) for 24 h, the gross morphological changes in the cells were observed using an inverted phase-contrast microscope (Nikon, Japan) and photographed using a Nikon digital camera (Nikon, Japan).
Propidium iodide staining for detection of apoptosis
Effects of phillygenin on the induction of apoptosis were determined by propidium iodide staining. In brief, the esophageal cancer cells (0.6×10 6 ) were grown in 6-well plates. Following an incubation period of 12 h, the vindesine-resistant esophageal cancer SH-1-V1 cells were subjected to phillygenin treatment (0, 3, 6, and 12 µM) for 24 h at 37°C. The cell cultures were then centrifuged and the pellets were washed with PBS. Thereafter, the cells were stained with PI, centrifuged, and washed with PBS. Finally, the nuclear morphology of the stained cells was examined by confocal microscopy, as described previously [10] .
Cell cycle analysis and ROS and MMP determination
The distribution of the vindesine-resistant esophageal cancer SH-1-V1 cells in different cycle phases was performed by flow cytometery after PI stained by following a previously described method [11] . In brief, the esophageal cancer cells were grown in 6-well plates and treated with phillygenin for 24 h. The cells were then collected and washed in PBS, followed by fixation in ethanol (70%). After overnight incubation at 4 ○ C, the cells were subjected to PI staining and flow cytometry. The ROS and MMP levels were determined as described previously [12] .
Western blotting
Following the lysis of the SH-1-V1 esophagel cancer cells in RIPA lysis buffer, the protein content of each lysate was estimated by BCA assay. The samples were then loaded on SDS-PAGE. The gels were then transferred to nitrocellulose membranes and subjected to treatment with primary antibody at 4°C for 24 h. After this, the membranes were incubated with HRP-conjugated secondary antibody (1: 1000) for 50 min at 25°C. Enhanced chemiluminescence reagent was used to visualise the protein bands. 
In vivo study
The in vivo evaluation of phillygenin was performed in a xenografted mouse model. The mice (obtained from Shanghai Tenth People's Hospital, Shanghai, 200072, China) were injected with 5×10 6 SH-1-V1 cells subcutaneously in the left flank. When the tumors were apparent (~4 mm after about 2 weeks), the mice (n=5) in each group were injected intraperitoneally with DMSO (0.1%) dissolved Phillygenin and diluted with 100 μL normal saline at 20 mg/kg body weight, and this was counted as the first day of the experiment. Phillygenin was administrated to the mice 3 times a week, while control mice were administered DMSO (0.1%) in normal saline. At the end of the study, the mice were sacrificed and tumors were harvested for assessment of tumor growth and other investigations.
Statistical analysis
The experiments were performed in triplicate and data are presented as averages ± standard deviation (SD). Results were considered significant at p<0.01 
Results
Phillygenin inhibits exerts antiproliferative effects on the esophageal cancer cells
The anticancer activity of phillygenin ( Figure 1A ) on the esophageal cancer cells was examined on esophageal cancer cells and normal cell lines by WST-1 assay. We found that that phillygenin exerts antiproliferative effects on the esophagel cancercell line and exhibited an IC 50 of 6 µM ( Figure 1B ). In addition, we found that the anticancer effects of phillygenin on the esophagel cancercells exhibited a dose-dependent pattern. The microscopic analysis of the phillygenin-treated esophageal cancer cells revealed that treatment with phillygenin resulted ed some morphological changes, such as blebbing and shrinkage of the nuclear and plasma membrane in the esophageal cancer cells (Figure 2) . 
Phillygenin triggers apoptosis in esophageal cancer cells
To determine if phillygenin triggers apoptotic cell death of esophageal carcinoma cells, the cells were treated with phillygenin and subjected to propidium iodide staining, showing that phillygenin induced apoptotic cell death in the esophageal cancer cells (Figure 3) . Analysis of the protein expression of the apoptosis biomarker proteins revealed that phillygenin increase the expression of Bax and cleaved caspase 3 and 9, and the expression of Bcl-2 was decreased in a concentration-dependent manner (Figure 4) . To investigate the underlying causes the induction of apoptosis, we determined the ROS levels in the esophagel cancer cells (SH-1-V1), finding that phillygenin increases ROS levels ( Figure 5 ). ROS generation disturbs the mitochondrial membrane potential (MMP); therefore, we determined the MMP levels in the esophageal cancer cells (SH-1-V1), finding that the MMP levels decreased in a concentration-dependent manner ( Figure 6 ).
Phillygenin causes the G2/M arrest of esophageal cancer cells
The effects of phillygenin on the distribution of SH-1-V1 esophageal cancer cells (SH-1-V1) in various cell cycle phases was assessed by flow cytometry. It was found that phillygenin caused remarkable increase in the percentage of the SH-1-V1 esophageal cancer cells in G2 phase of the cell cycle. The percentage of SH-1-V1 esophageal cancer cells in the G 2 phase increased from 7.82% to 37.25% after treatment with phillygenin ( Figure 7 ). These results clearly indicate that phillygenin induces G2/M cell cycle arrest of SH-1-V1 esophageal cancer cells. 
Phillygenin inhibits NF-kB signalling pathway
Studies have shown that several signalling pathways are activated in cancer cells, and these pathways are considered important targets for anticancer drugs. The effect of phillygenin was also investigated on the NF-kB signalling pathway in SH-1-V1cells in connection with our ongoing research. We found that phillygenin causes considerable decrease in the expression of the NF-kB protein. This effect was found to be concentration-dependent ( Figure 8 ).
Phillygenin inhibits tumor growth in vivo
Phillygenin exhibited considerable anticancer effects in vitro; therefore, we investigated its anticancer effects in vivo. The results revealed that phillygenin inhibited the growth of the xenografted tumors at the dosage of 15 mg/kg. Additionally, phillygenin also decreased the weight and volume of the xenografted tumors ( Figure 9A , 9B).
Discussion
Esophageal cancer has a high mortality rate worldwide [13] . The treatment of esophageal cancer is limited by its late diagnosis and the dearth of viable treatment of options. Unfortunately, the existing anticancer agents have adverse effects on the overall health of patients [14] . In this study, the anticancer effects of a plant-derived molecule, phillygenin, were investigated against the esophageal cancer SH-1-V1 cell line. Phillygenin inhibited the growth of the SH-1-V1 cells in a concentration-dependent manner, as determined by WST-1 assay. The anticancer effects of phillygenin were due to the induction of apoptotic cell death, which was confirmed by propidium iodide staining. Phillygenin also increased the concentration of Bax and caspase 3 and 9, which was also associated with decreased Bcl-2 expression. Apoptosis is a vital cellular process that leads to exclusion of harmful and unwanted cells from the body [15] . Previous investigations have reported that many secondery metabolites induce apoptotic cell death of cancer cells [16] . The generation of ROS and reduction in MMP has been reported to be important in triggering apoptosis. Herein, we observed that phillygenin increased ROS and decreased MMP levels of SH-1-V1 cells [17] . In addition to apoptosis, anticancer drugs also inhibit growth of cancer cells by causing arrest of the cells at different cell cycle check-points [18] . In this study we found that phillygenin arrests the SH-1-V1 cells at the G2/M check-point, preventing them from completing the cell cycle. Studies have shown that several signalling pathways are activated in cancer cells and those pathways are considered important targets for anticancer drugs [19] . The nuclear factor kB (NF-kB) pathway plays a well-known function in the regulation of immune responses and inflammation, but growing evidence supports a major role in oncogenesis. NF-kB regulates the expression of genes involved in many processes essential in the development and progression of cancer, such as proliferation, migration, and apoptosis. In this study we found that phillygenin blocks the NF-kB signalling pathway. The results of in vitro angiogenesis assays revealed that phillygenin prevents tube formation [20, 21] . Phillygenin is a tetrahydrofurofuran lignan and many related molecules have shown anticancer effects; for example, tetrahydrofurofuran-type lignans inhibit breast cancer growth [22] . Similarly, epimagnolin A, a tetrahydrofurofuranoid lignan from Magnolia fargesii, has been shown to prevent the development of drug resistance [23] . Given these promising results, the anticancer effects of phillygenin were also evaluated against the xenografted tumors and it was found that phillygenin reduced the weight and volume of the xenografted tumors, indicative of the anticancer potential of phillygenin.
